1. Introduction
===============

In recent years, molecular profiles of tumors such as breast,^\[[@R1],[@R2]\]^ prostate,^\[[@R3]\]^ colon,^\[[@R4]\]^ lung,^\[[@R5]\]^ ovary,^\[[@R6]\]^ and glioblastoma^\[[@R7]\]^ have been reported. In parallel, inhibitors of molecular pathways are commonly used in oncological practice including inhibitors of ABL1,^\[[@R8]\]^ Adenylyl cyclase,^\[[@R9]\]^ ALK,^\[[@R10]\]^ BRAF,^\[[@R11],[@R12]\]^ CDK4/6,^\[[@R13]\]^ DNMT,^\[[@R14]\]^ EGFR,^\[[@R15]--[@R18]\]^ HER2,^\[[@R19]--[@R22]\]^ JAK,^\[[@R23]\]^ KIT,^\[[@R24]\]^ MEK,^\[[@R25]\]^ mTOR,^\[[@R26]\]^ RET,^\[[@R5]\]^ ROS,^\[[@R27]\]^ SMO,^\[[@R28]\]^ VEGF,^\[[@R29],[@R30]\]^ and VEGFR.^\[[@R31],[@R32]\]^ Some of these inhibitors have shown clinical activity in diverse organs---HER2 inhibition in HER2-positive breast^\[[@R22]\]^ and gastric tumors;^\[[@R33]\]^ CKIT inhibition in gastrointestinal stroma tumor^\[[@R24]\]^ and melanoma,^\[[@R34]\]^ and mTOR inhibition in renal cell carcinoma,^\[[@R35]\]^ Astrocytoma,^\[[@R26]\]^ pancreatic neuroendocrine tumors,^\[[@R36]\]^ and ER-positive breast cancer.^\[[@R37]\]^ These reports, in conjunction with phase II,^\[[@R38]\]^ phase I^\[[@R39]\]^ and case reports^\[[@R40]\]^ where patients derived clinical benefit from pathway inhibition, provide the clinical rationale for testing mutations in tumor samples and utilizing mutation analysis to choose a pathway inhibitor to treat patients. Several academic institutions^\[[@R41],[@R42]\]^ and commercial companies^\[[@R43],[@R44]\]^ offer a molecular profiling service^\[[@R41],[@R42]\]^ that hundreds of cancer patients in Israel have chosen to utilize, indicating an unmet need.

In this report, we describe a comprehensive molecular service based in an academic hospital setting. We detail the validation of the molecular technique, patient population and mutations found, as well as the decision-making process, clinical decisions taken by the molecular oncology forum and clinical outcome.

2. Methods
==========

2.1. Patient population
-----------------------

Patients were referred by their treating physician, at their discretion after a detailed discussion with the patient where the possible benefits and expected limitations were carefully reviewed prior to ordering this service. The clinical service included mutation detection, data analysis, and panel treatment recommendation. Patients receiving off-label treatment signed an informed consent (29c) that was approved by the head of the Hadassah Medical Center ethics (Helsinki) committee prior to treatment.

2.2. Molecular profiling
------------------------

Formalin fixed paraffin embedded (FFPE) tissue was examined by a pathologist to identify the region for sampling and percentage of tumor cells in the analyzed region. DNA was extracted using QIamp DNA FFPE Tissue Kit and the Ion Ampliseq cancer panel was applied. Up to 4 samples were loaded on a 314 chip (10 million bases (Mb)capacity) or up to 8 samples were loaded on a 316 chip (100 Mb capacity) and run on an Ion Torrent Personal Genome Machine (PGM) System. Mutations were identified by the Ion Variant caller as previously described.^\[[@R43]\]^ The V1 panel amplifies 13,311 bp in *ABL1, AKT1, ALK, APC, ATM, BRAF, CDH1, CDKN2A, CSF1R, CTNNB1, EGFR, ERBB2/4, FBXW7, FGFR1/2/3, FLT3, GNAS, HNF1A, HRAS, IDH1, JAK2/3, KDR, KIT, KRAS, MET, MLH1, MPL, NOTCH1, NMP1, NRAS, PDGFRA, PIK3CA, PTEN, PTPN11, RB11, RET, SMAD4, SMARCB1, SMO, SRC, STK11, TP53* and *VHL.* The V2 panel amplifies 22,027 bp in the same genes and also in *EZH2, GNA11, GNAQ*, and *IDH2*. Sanger sequencing was performed as previously described.

2.3. Data interpretation
------------------------

All variants were (manually) visualized using the integrative genome viewer.^\[[@R44]\]^ Noncoding and synonymous variants were not investigated further. All variants with allelic fraction of 100% ± 3% or 50% ± 3% were perceived as potential germ line changes. If a variant was previously identified, in the study population, as a known germline variant, it was appraised as such. All others were perceived as somatic changes. Nonsynonymous somatic variants were examined using the COSMIC database,^\[[@R45]\]^ and variants not identified in the database were not further evaluated. The variants identified in COSMIC were investigated by a literature review initiated by references found in the COSMIC database. A report including a summary of the case, the variant caller report, and review of the literature was sent to the treating physician. Based on the treating physician\'s remarks, a revised report was sent to the molecular oncology forum members including molecular-biologists, genetic counselors, oncologists, and pathologists. Each case was presented, reviewed, and discussed to reach a consensus recommendation.

2.4. FFPE-based somatic panel validation
----------------------------------------

To validate the test, we sequenced 20 samples, 19 of the samples tested positive for KRAS, BRAF, or EGFR and 1 sample was positive for several mutations. In 19 out of 20 samples we succeeded in generating amplified DNA amenable for massive parallel sequencing. The average number of bases read was 229 Mb per chip which resulted in average coverage of 3503X. Sanger sequencing was performed on previously unknown mutations for further validation. The previously known mutations in all samples were identified.

Reproducibility was tested using duplicates prepared separately from the same DNA sample. There was full concordance between variants called, a total of 14 pairs. The average difference of variant allelic fraction (i.e., the percentage of the DNA reads that are mutated) in the duplicates was 1.6% with a median of 0.5%. A sample of normal tissue was analyzed and the variations found were either 50% ± 3% or 100% ± 3%, all perceived as germline. Based on these results, a clinical service was established where each tumor sample is tested twice, and certain mutations are regarded as germline.

3. Results
==========

3.1. Patient population
-----------------------

Table [1](#T1){ref-type="table"} reports the patients' characteristics. The median number of previous treatments is 2. The advanced stage of disease in this population is demonstrated by the fact that 3 patients died while the test was processed, in a span of weeks (Table [1](#T1){ref-type="table"}). In 64 cases the test was performed on existing FFPE samples. In 3 cases where no tissue was available for testing, test-designated biopsies were performed, 2 from lung metastases, and 1 from the primary gastric tumor. DNA was extracted from the tumor primary site (n = 33), local recurrences or distant metastasis (n = 29). The tumors were either naive to chemotherapy (n = 47), or previously treated (n = 16).
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Clinical characterization of patients examined.
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3.2. Molecular profile
----------------------

Some samples tested harbored known mutations; 3 BRAF V600E, 3 KRAS G12D, 1 KRAS G13C, and 1 IDH1 R132H were reidentified. A KRAS G12D positive case was reclassified as KRAS wild type, a KRAS negative case was reclassified as KRAS A146T positive, and a BRAF V600E negative case was reclassified as BRAF V600E positive.

3.3. Clinical outcome
---------------------

Of 67 patients assessed, 3 died before results were processed. Of the remaining patients, for 23 patients no novel perceived actionable somatic mutations were detected; in 41 patients, 75 novel actionable somatic mutations were detected with a median of 1 mutation per sample (range 1--3). One sample harboring hundreds of somatic mutations is not described. Actionable mutations are listed in Table [2](#T2){ref-type="table"}. Of the 41 patients with actionable mutations that led to treatment recommendations, 9 patients received the treatment recommended by the forum. In 4 patients the disease progressed, however in 5, following the recommended treatment a clinical benefit, stable disease for more than 2 months or partial response was achieved (Table [3](#T3){ref-type="table"}).^\[46--74\]^ In 32 patients, treatment was deferred due to a combination of reasons including availability of pathway inhibitors in clinical trials outside the country, poor clinical condition, and other available treatment options. In cases where germline mutations were suspected, genetic consultation was recommended.

###### 

Actionable mutations identified in 67 cancer patients.
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###### 

Clinical outcome of patients treated as recommended.
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4. Discussion
=============

This series of 67 metastatic cancer or brain tumor patients whose tumors were tested for actionable mutations demonstrates that in the majority of patients, actionable mutations can be identified. When the recommended treatment was applied, clinical benefit was achieved in a significant portion of the patients. This work has several limitations, including being conducted in a single institution, retrospective study, limited accessibility to pathway inhibitors, a small heterogeneous population, and lack of clear indication.

A proof that such a service prolongs the life of patients in a randomized prospective study was not found.^\[[@R75]\]^ The extendibility of such a proof will be hard to come by, as the paradigm in oncology is shifting from large randomized trials to highly tailored small trials,^\[[@R76]\]^ and following the perception that each patient\'s cancer is unique and genomic characterization of the tumor can have clinical significance in treating cancer patients^\[[@R76]\]^ in a patient-centered research approach.^\[[@R77],[@R78]\]^ An impetus to establishing and applying this test clinically was the ever-increasing utilization of genomic tests performed by private companies. It was felt that a service that includes a validated test followed by a discussion by a multidisciplinary forum should be established.

There is limited availability to pathway inhibitors recommended by the forum, as phase I/II trials targeting molecular pathways are currently sparsely available in Israel.^\[[@R79]\]^ The recommended treatment options often include treatments that may not be covered by the health insurance, and when purchased privately, may cost thousands of dollars a month.

The small patient population described is very heterogonous as to cancer site, number of treatments, and clinical statuses. It also does not represent the general patient population as these patients were able to pay for the service and were selected at the treating physician\'s discretion. Patient selection could have led to deference of treatments proposed as some patients were on one hand too ill to receive treatment, or on the other hand had other treatment options. The limitations of this work mirror the realty of implementing tumor biology into day-to-day clinical practice. These include, among other things, complicated issues involving ethics, drug accessibly, and clinical indication.^\[[@R80]\]^

This study highlights the growing ethical dilemmas a treating oncologist is faced with daily,^\[[@R78]\]^ and questions such as whether it is ethical to offer an unproven test or treatment to patients that are suffering from end stage cancer? Is it ethical to deny a test that may decrease suffering and prolong life? As with others,^\[[@R81]\]^ in our experience, it is essential to conduct a detailed discussion with the patient where the possible benefits and expected limitations are carefully reviewed prior to ordering this service.

For all patients with an actionable mutation, a clinical trial outside of Israel could be found using [www.clinicaltrials.gov](http://www.clinicaltrials.gov/).^\[[@R79]\]^ This option is considered not relevant by the molecular oncology forum due to the effort and suffering of advanced stage cancer patients traveling to a foreign country and living there, the very high costs and the inherently unknown clinical benefit. As another option, the concept of suitable off-trial possibilities was opted.^\[[@R81]\]^ It is clear that this treatment concept is inferior to including patients in clinical trials. As molecular characterization of tumors has been democratized, increasing access to molecular inhibitors should be the next challenge of the pharmaceutical, research, and clinical community. This approach may help solve poor accrual as once uniform clinical entities are fragmented to an assortment of rare tumors with hundreds of compounds and thousands of combinations waiting to be tested in phase I/II trials.^\[[@R82]\]^

Other groups have recently published the clinical results of harnessing molecular profiling to metastatic cancer patients. A study of 1283 advanced metastatic cancer patients tested FFPE tumor tissue using targeted sequencing of hotspot regions in *PIK3CA, BRAF, KRAS, NRAS, PTEN, EGFR, KIT, GNAQ* and *MET*. Using these tests, clinical targets were found in 40% of the patients. Sixteen percent received targeted treatment with 4% of the total population achieving a clinical response. A similar group of patients who received nontargeted therapy had an inferior response rate, time to treatment failure, and overall survival.^\[[@R83]\]^ In 2 studies including 109 and 423 metastatic breast cancer patients, fresh tissue biopsies were tested for amplifications and deletions using comparative genome hybridization and hot spot sequencing of *AKT1* and *PIK3CA*. Using these tests, clinical targets were found in 50% and 46% of the patients respectively. Sixteen percent and 13% received targeted treatment; the treatment was outside a clinical trial protocol in 40% of the patients, with a total of 8% and 3% respectively achieving clinical benefit.^\[[@R84],[@R85]\]^ Another study of 11 advanced metastatic cancer patients tested fresh tissue biopsies using whole genome sequencing and whole transcriptome sequencing. Using these tests, clinical targets were found in 89% of the patients. One patient was treated according to the targets identified with a short-lived partial response.^\[[@R86]\]^ Initiatives such as the AURORA trial where hundreds of metastatic breast cancer patients will be subjected to molecular characterization and treated per mutation with a pathway inhibitor^\[[@R87]\]^ and the NCI-MATCH trial that aims at recruiting 2400 metastatic cancer patients who will be treated in 24 different arms based on somatic mutations identified in the tumor sample will better quantify the benefit of this approach. Molecular profiling in the NCI-MATCH is based on the Oncomine Cancer Panel assay, using AmpliSeq chemistry and the PGM sequencer. Using this assay achieved an overall sensitivity of 96.98% and 99.99% specificity in detecting mutations. High reproducibility in detecting all reportable variants was observed, with a 99.99% mean interoperator pairwise concordance.^\[[@R88]\]^

Our experience is in line with these studies, putative targets are identified in most patients, and clinical benefit is achieved in modest numbers. This study suggests that routine use of massive parallel tumor sequencing is feasible and can judiciously affect treatment decisions when coupled with multidisciplinary team based decision making. Administration of personalized therapies at earlier stages of therapy, expansion of genetic alterations examined, and availability of targeted therapies may lead to further improvement in the clinical outcome of patients.

Abbreviations: FFPE = formalin fixed paraffin embedded, Mb = million bases, PGM = Personal Genome Machine.
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